supernatant of CHO transfectants secreting soluble a, as previously described.23 Briefly, soluble a was purified by a mouse IgE-Affigel-10 column (Bio-Rad Laboratories, Richmond, CA, USA) and gel filtration through a Sephacryl S-200 column (Pharmacia Fine Chemicals AB, samples was measured at a wavelength of 450nm using a Bio-Rad microplate reader (model 450; Bio-Rad Laboratories, Richmond, CA, USA) with a 450nm filter. All assays were performed in triplicate and the standard deviation was below 5%.
The buffers used in this assay are as follows: (i) coating buffer: 50mmol/L carbonate buffer, pH 9.4; (ii) phosphate-buffered saline (PBS): 10mmol/L phosphate buffer containing 0.15mol/L NaCI, pH 7.2; (iii) washing buffer: PBS containing 0.05% (v/v) Tween-20 (Wako Pure Chemical Industries Ltd, Osaka, Japan); (iv) dilution buffer: PBS containing 0.1% (w/v) casein (skimmed milk; Snow Brand Industries Co. Ltd, Sapporo, Japan); (v) blocking buffer: PBS containing 1% (w/v) casein and 0.02% (w/v) NaN3; (vi) substrate buffer: 10mmol/L sodium acetate buffer, pH 5.8; and (vi) substrate solution: 3,3',5,5'-tetramethyl-benzidine (TMBZ; Wako Pure Chemical Industries Ltd) 0.1mg/mL in substrate buffer containing 0.0075% (w/v) H2O2.
Sandwich-ELISA was performed using an ELISA(R)-IgE kit (International Reagents Corp., Kobe, Japan) following the manufacturer's instructions. Serially diluted standard were added to the wells coated with a mouse anti-human IgE monoclonal antibody. The plates were incubated at room temperature for 1h, washed five times with washing buffer and then further incubated with a HRP-labeled anti-human IgE polyclonal antibody (Ab) at room temperature for 30min. After washing, (OPD); 2mg/mL in substrate buffer) was added and the plates were incubated in the dark at room temperature for 30min; 2mol/L H2SO4 was added to stop the reaction. Optical absorbance was measured at a wavelength of 490nm using a Bio-Rad microplate reader (model 450) with a 490nm filter. All assays were performed in triplicate and the standard deviation was below 5%.
The effect of soluble CD23 was examined by adding soluble CD23 (T Cell Diagnostics Inc., Cambridge, MA, USA) to sample sera at various concentrations when Cell Diagnostics, Inc.) following the manufacturer's instructions.
Statistical analysis
The data of the calibration curves, shown in Fig. 2, and o' the stability of the serum IgE, shown in Fig. 3 , were statistically analyzed by the Student's t-test. A probability of 5% or less was considered significant. The data of comparisons of serum IgE values, shown in Fig. 4 , were statistically analyzed by Fisher's Z-transformation. A probability of 1% or less was considered significant These analyses were performed by using Stat View II(R) (Abacus Concepts Inc., Berkeley, CA, USA). therefore, we first tried to confirm the compatibility of these two ELISA systems by comparing the calibration curves of both ELISA when the reagents were exchanged between them. The calibration curves shown in Fig. 2a were generated by the sandwich-ELISA using two different IgE, the first was a myeloma IgE originally used in the the sandwich-ELISA kit. The concentration of the latter IgE was originally shown as international units (IU), but we converted it to represent an absolute amount (ng) with the following equation: 25-28
